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(54)Title: MONOCLONAL ANTIBODY INDUCING APOPTOSIS 



(57) Abstract llllllllltltilll :i 



A monoclonal antibody which is an antibody specifically recognizing human 
integrin associated proteins and is an antigen inducing the apoptosis of nucleated blood 
cells having the human integrin associated proteins. Therefore, it is useful as an antibody, 
which specifically recognizes the human integrin associated proteins, in discriminating 
and identifying these proteins. Owing to the effect of inducing the apoptosis of nucleated 
blood cells, the above antibody is also usable as remedies, etc. in the fields of, for 
example, treating myelocytic leukemia and lymphatic leukemia. 
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TO mil 

- - ^:^B^(i N Int egr in Associated Protein (I 

(rG-csF) ji, 3£^^i^«©^b N mm^m^ -a- &?«h^ 

d^fSS^nTl^o f^?)J5$J3iT©il^ifll©P<*-XAhbT^ rG-CS 

D ?t i& b £ & © T* & § £ # X. ^ fi o 

^fgEMtts ^^BiT-©3tlfil^ti^PBJ-rSfe^ rG-CSFS 

(Dmm<v mnmm^m s u f^k«*^ b^ rG-csFta zmtfnvm 
fcmcDmm < s r g-cs f ^M^bfe^^xij$iiij: ^m^mmm 
m (cf-iw &©&u f^2)?iifii^««^fflv>T^©3g«f#fg^tM^ 

bfehd^ in v i t r oT>(D^u=.~- M^'lite £Xf i n vivoT© 

mM&mm^zmttu&bfc cb 1 o o d , so, 1914 ( 1 9 9 2 ) : 0 

bfrbs Siffi^l»t:o^t(t ^©-W^Mfc (CF-lIi) 
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io ts fseffl-r&o 

— — >^ (Direct Expression Cloning) Ci^ "7 
^Xlntegr in Associated Protein (y^XIA 
P) (Genbank, Accession Numbe r Z 2 5 5 2 4) $> 
15 S^^^BtBbfco 

kat«^ ^JzJ; D I APj«fE^§#Abs I A P ££§:EIir 

§lK(Recombinant Jurkat Cell) £ftMUB 
20 MAP-l^O^^XIAPMaiS^tSfffflSMTS^i^D 
— hp< h U-^J^DNAirMbOf&m^J; DtMfbfc (^II¥9 — 6 74 
9 9) o 

£Lt©£nJifcS-3^ fchCDIntegrin Associated P 
r o t e in (WTb h IAPhtS ; J. Cell Biol., 123, 
25 485-496, 1 9 9 3C7^y MMmgi XXfi&mmmZm ; J o u r n a 
1 of Cell Science, 10 8, 3 4 1 9-3 4 2 5, 1 9 9 
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5) ^iKUh-fZ^J tm—j-)imm±, MULtnM&ftMT (# 
§ N tMntegrin Associated Protei 

't^.t>%^ thCIntegrin Associated P 

rotein (fcblAP) Stt^»i« (f«»iff'J>^ 

©irH\ Mfcfciu ^i^^y ^n-^-;i/^fr^0^^-y:S^^ K-v^ti#t^- 

f^sif^^ tv-j-jitfimz, nm^&Mm^xxj^) >^&ikm(D^mm 

£> fc^ Integrin Associated Protein CD^tE 
tVXl±, << >riry ><DaV/3 3ffl/?|l:^laV/? 3 t*<DV1f> H ( L 
15 igand) T?ifc5tbD^^f> (Vitronectin) fcO*g^&^ 
T&ftm (J. Cell. Biol. , 123, 485-496 (1993) ) s 

Biol. Chem. , 268, 19931-19934 ( 1 9 9 3) K fc£ 

20 oc. Natl. Acad. Sci. USA, 92, 3978-3982 (19 
9 5) ) x h — isXfcm-r&WfeteWi^tiT^te 

•?ftt>*>. ^mmz&Z't; j-^tfim^ hhlntegrin As 
sociated Protei n%mmWlzmMTZixvfo~£$>Z>o toT^ t 
25 Mntegrin Associated Protei n©igiJ N 
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£?>J-s -ifJBMCD^J ^D- j-Jltfii&lt^ fchlntegrin Assoc 
iated Protei n^tt§tiii« (#II^«*J:^U >^ 

j$) (DTrt° h—^^%m&T&mi%^-rtfiik-£&z>o T*h— 

- - (apoptosis) tl±, ?f>DNAtf7^l/tV- h,mtL^Wm 

5 (^;b*9>&^— • 7* — >a >) £tu ^ W « * £E (3 ^ b <fe~£ 

^'tt^W-T^^ J Zn—j-)\smkh bTftl5>tlTV> JrtFaslnft: (C 
ell, 66, 233-243, 1 9 9 1) s In CD43 trCft (Blood, 86, 
10 5 0 2- 5 1 1, 1 9 9 5) N SHLA Classlal Domain (B 

lood, 90, 726-735, 1997) %Hkmi$&Z>1$, ^%m^m^, 
Integrin Associated Protein ZtfiifctP^ 

-^%miz.\^^J ^7U— ±Jl$fiifctes Integrin Associat 
15 ed Protei n^tM^CHW^-efe ^ Integri 
n Associated P r o t e i nSt1-2.*MiaiS 

J:Ds¥b<(i^ ^^B^teu Integrin Associated Pro 
tein (IAP) £WT &*^lf&Mfl&^T*° h — isX (apoptosi 

£ <o ic x ^^Bjjy^ Integrin Associated Protei 
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n ( I AP) &M^&M&MW&MfcTi£ b—isX (apoptosis) %M 
5 -f £&CD-£&3o 

01 HL — 6 01M©mRNAJ;i)^bfecDNA*f»PCRffiT- 

15 — (M) > t M AP ( 1) s ftTZ^-y (2) ^^-To 

i2(t t h IAPSMffeL 1 2 1 0«©iri:CD 4 7 £rif£f3 £ £ t 

?IAbfcL 1 2 1 0«£^-To 

g|3 J±, t h IAPM^^feL 1 2 1 0«©trCCD 4 7»:J;§t 
20 h I AP©|gIIM£^-rE|-e&£o t°— tMAPIfE^^iAbfeLl 

m4(i, &^^^(Dm i fom%^'tm-£fo%>o ^mw— ?\±, inta 

c t L 1 2 1 0« o ^fIJ©t:-^{ib h IAPM^tfeL 1 2 1 Olffl 

25 Ch=£^to 

K5(^ a^'J K-^©m#±viS:ffl^T©^WJ^ (Jurkat 
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Mm) ^t^-e*So 
m6i±s k— ^<Dt&m±m&myx<DmfflRffi2®k (arh771 

- - m 7 (is J:§#±vf (3 i^Jurkat «£*j-T 5 7*' h — B M^ffl 
5 (PI»j; 5$fM?f) S^tit* D s *f J® ^ bfc 8 G 2 CDift^ VMmUffr) 

^m^-To Rll±7*h-^XOtt* (%) 7. 4 3%-£&£ 0 

El 8 (is tgi±itJ;I.Ju r k a t Mm^M? 5 7* b— >;*!§M1^ 
(P I5fefe^«tS«¥*f) ^"TElT-fe 7 D 2 -E 3£DJ©^-©^§^-To R 
Ki7*"h-^^©M (%) ^^U 9. 8 4%T^§o 
10 19lt tg^iri^J;?, J u r k a til§t^t5 7*' h — ^XsiMtffl 

(P I m&lz £ &Mffi) -frm-rm-Zfo ^ 1 lC8©1^0l£S^^to Rltt 
7*h— (%) 15. 3 2%-£&&o 

( p i m&iz x si¥*f ) s^-rsnf * t> ^ *tM£ b& 8 g 2 ©tg#±^©^© 

15 iS^^to Ml(i7*h— >XCDib^ (%) 6. 9 4%T&5o 

Ell Id i§*Jifi(3j;5HL— 6 0»:^t57* h-^^M^ffl 
(PI^fe^J;5^tf) ^^-rUlTfeDx 1 lC80^©|gI$^to Mitt 
7*h — ^*CDJ« (%) 12. 16%t-$§c 

012 KM— 1 0 2 hHL — 6 0 «h<D^l£#m^©r* h — ^ 

20 ©$Ptr (TUNELS) Tfe bT 9 C 5 ©ig^^^fe*^^ 

El 1 2Bil KM— 1 0 2 h H L — 6 0 «h<D^ig#^-£<D7* h — >>^ 
©$P*Jt (TUNELS) ^^bT 9 C 5©ig||±^£fflV>fc|g^£^ 

25 t*7-iti?It$)§o 7* h-^70«ttlXliHfeC^^ 
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El 1 3 Ail KM— 1 0 2 hHL — 6 0 tt^©ttj*^^©7^ j> — ^ 

©*P*f (TUNELS) -£$>^ 1 1 C 8©tg#±vS^ffl^fe^^^-ra#JI 

§o T U N E L BiM 1 2 £ D ^tfcfSS) d C T 

5 w i o 0i%~e$>z> o 

m 1 3B(t KM— 1 0 2 hHL- 6 0 «h©±tig*^T-©T^ h — ^>^© 
$P#r (TUNELiS) TrS)^ 11 C 8 ©ig#±m£ffl^£*£lll£^ir£ ^-MH 

io w i o ofg-r$)?»o 



114(1 J^-TV Y— v«7D 2-E 3*J;V1 1 C 8 «t D MS^nfc I 

(M, M' ) N »^©-?^^IgG (JUS) (1) N 7D2- 
E3 ( 2 ) s 1 1 C 8 (3). JBtc^T?©^^^ IgG (^ P D n ) ( 4 ) N 7 D 
15 2-E3(5)s 1 1C8 (6) ^mTo 

015(1 HL-6 0«ffll\ CD4 7 0I6S47D-^ h^bU- 

01611 Jurkat«»s C D 4 7 7 D— *M h ^ h U 

20 01711 tMAP £jftfc^?*A bfc L 1 2 1 0 » ( L 1 2 1 0 - h I 

AP) (7 2^>^->a» h-^^m^ffl^^-Tfe 

toCDn > h d— bTs ml gG (10// g/m 1 ) ©$^£^3%, 

01 8(1 t h I AP£jgfc^#AbfcL 1 2 1 OIMi^fe (7 2B$P B 1 
-f >3p j.^— *>a >) „ MABL-1 (10^g/ml) ©7*h—>^Ife^ 

25 ffl^^-To 

01 9(1 t h I APfcatfe^SHALfcL 1 2 1 OffiWS&ffl^fc (7 2B§Pb1 
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>T >Jf-i^— >sb >) s MABL-2 (lO/zg/ml) CD?^h-^Iie# 

[212 0(1 JurkatlKfflt^c (4 8^^>^a^->3» , 7* 
h — ^>^^*a#ffl^^ : T/r»©n> bP— ;i/hbT. mlgG (10/ig/m 
1) ©MIH^-To 

1212 1(1 JurkatlKffl^fe (4 8 B#^§-T > *a^-> a >) s M 
ABL-1 (10//g/ml) ©7*7-i/^lffl§^tc 

12 211 JurkatlMfflt^: (4 >^r^^—^3» \ M 

ABL-2 (10//g/ml) 07*'F-^>X«ffl^*to 

El 2 3 (1 thIAP ^Ifemtfe L 1 2 1 0 mm ( L l 2 1 0 - h I 
AP) (7 2 B#^g-f >3>) 7 *° b — > MMftffl £ ^ -f £ 

toffl3>hn-;vhLT, mlgG (10/zg/ml) (D%5%L%^-fo 

m2 4 (1 FabfbbfeMABL-2 ( 1 0//g/ml) Izo^Ts bM 

ap ^mB^mxvtzh i 2 i omm^MT^T-^ b— ->^m.m^m^r 0 

1212 511 F abfbbfeMAB L- 2irC#:©SD Smmaci&^K^^-To 
1212 6 (1 MABL- 2 T^LS b^il^r^^^^^MI^^MS bfed h ^ 

[212 7lt ^»J5(2)^jo(t€.EL I S AOm^&mTo 

1212 8(1 F (ab' ) 2 it b£MA B L - 2 h tcM^ ^Mfflft 

1212 9(1 F (ab 5 ) 2-fb LfeMAB L - 1 RUMAB L - 2 

© s d smm^i&^^^-ro 

1213 0(1 MABL- l^ctt^MABL- 2^^LgbfeS¥(c43^Ts Jfil^t 
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n Associated Protei n»SItU mmM&mn& 
f&tfttfiiB. t VXs bKntegr in Associated Protei 

n§-7->7ett«f l 121 omm^M^^t^m^^mm^m^, 

£\ BuHB^tirCM^bTtts tulEL 1 2 1 0 ffi^m^iW&JciPS^-f, thin 
tegrin Associated Protein (IAP) f©^©v 
£l>fcfcRl$S'fbgy©fc h I APSffflt^^ h ^) nJt^T On buHBL 12 10 



WO 99/12973 PCT/JP98/041 1 8 

ftm±, -mm^mzXiD, m%-b£, itulBt: blntegrin As 
sociated Protei nS%It.5L 1 2 1 0 !I^m£#:«^£ni 

5 ^fcg&iiii^rsifcjWiibMo ftasitiis turfed tuiBiffl«©^&#M 

WtbTIl feC^CDt^CDiM, 011*. fc& P3 (P3X63Ag8. 

6 5 3) CJ. Immuno 1. , 123, 1548 ( 1 9 7 8) )s P3-U 
10 1 (Current Topics in Micro — biology an 

d Immunology, 8 1, 1 - 7 ( 1 9 7 8) h NS-1 (Eur. 

J. Immuno 1. , 6, 511-519 (1976) 3, MPC-11 CC 

ell, 8, 405-415 ( 1 9 7 6) Sp2/0-Agl4 (Natu 

re, 276, 269-270 ( 1 9 7 8) )s FO (J. Immuno 1. M 
15 eth. , 35, 1-21 (1980)3, S194 CJ. Exp. Med. , 

148, 313-323 (1978)3, 43<fcl5R 210 (Nature, 27 

7, 131-133 (1979)3 mtmMiztemznzo 
mm-&i&Mffl,£$z-v— -?mmt(DMmm&tes sffltiiaf©^^ m%. 

t£s >?> (Milstein et a 1 . ) (Me t h o 

20 d s Enz ymo 1. , 73, 3-46 (1981)3 mizW bTff O H £.& 

(PEG) , -b>^^>f;i/X (HVJ) ^&mm$tis H£s mM£.£*)Wt& 



10 



WO 99/12973 



PCT/JP98/04118 



*ffifflqrt6T?*Ds ^fl&iejfn^ (fbs) ^(Dskmmm^mm-r^^ti) 

6, OOOejgOPEG^, If, igite^j 3 0 ~ 6 0 % (W/V) (DMS-Xm 

- > ^ «t t>"#- ^ n - w b^nife <* ft & o 

? u k — ^ & ^ ft £ jI£H4 ©& § nf niMfe # b t mm $ ©0* & # § 
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Ts ^^idfi, hMntegr in Associated Protein 
%mm&Hz%%m-t&%(D-X:$> tMntegrin Associa 

ted Protei n^^t§f»I« (#M«J3S*5 J;^ - U >/^) (3 
10 Ttf h-^7§lfetS*©-e$)li(i ctt^o f^Sirtfii^fciu Fab, F (a 
b' ) 2s Fab' ®mft>ti&o £t>lz, i5lflt©ff»^W 

> s ? ^> >^®^^b{d «fc t> oTt&Tjfc § o *# e>nfc*>t©«Kft4«±±iBSiBa b 

lej « © ^ & -e fit IS qT f E T? & 3 o 

±13^: — bMntegrin Associated 

Protei nrglU ^MitoMBS^T^ h £!§£e-T letfi £ I 

20 

•5 £n tMntegrin Associated Protein ^r^MfitJ 

25 ^ ^BlOf y ^ D tMntegrin Associ 

ated Protei nSft (#IS^»^J:^U WW) 
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t3 7$" h — ^4I^t5fe©-e*5o 

^ & § i # ci -r tarn m & w m m &m -r § tn> ^ ^ b t „ zHb*mm, 
m {3 ^ £ n & & © x i± & v ^ o 

(1) l&#in^£&Jg& 

M^g^bTx DBA7^Xft*©ati»ftL 1 2 1 0« (ATCC 
*fc#-*f CCL-219, J. Natl. Cancer Inst. 10:179 
— 192, 1949) HhMntegrin Associated Pro 
tein (IAP) %m%MVfeMmW&m^^X#im$ift%ft -ofzo 

h h I APCDJtfeiF{±, HL-6 01K©mRNA (CL0NTECH& 
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>f • 7 GCAAGCTTATGTGGCCCC 

TGGTAGCG^ 7>ft>^ • 77-{ Y-hbm GCGGCCGCT 
CAGTTATTCCTAGGAGGWUco ) &fflV>fc PCR t«t D t M 

-AP£it«Ufc (mi) o 

^OPCRlM^n-r>^^-pGEM-T v e c t o r (7°P^< 
#*±S0 MM^ABIS J M 1 0 9 (^£^*±S0 13 h7>X7t- 
>U InsertDNA©MIM^DNA->-7i>t- (3 7 3A DN 
A sequencer, AB I *±M) £Tfi£IS^ — pCOS It 

^S^7^-pCOS 1(±^ pEF-BOS (Nucleic Acids 
Research, 18, 5322, 1990) <D^ U rt^r ^* D s t^x 

^7clg^a^^^— 121 0 ihjjs^cc: dmrie-c(gibco-brl ttM) &ffl^T?t 

fe^#A bGeneticin (m.Wtik& lmg/ml, GIBCO-BRL #g£) iz J; D M 

jku £<5>^ «fe^^#A^nfeL 1 2 1 ommtmw^mz x ^omm^^ 

J:UtIIRbfe (1212, 3) o d©lfi^x.^L 12 1 0«CDt»^{^ 1 
0 %^%^m (FBSs Moregate ttM) . I s c o v e B&^D u 1 b 
eccotgit (IMDM) (GIBCO-BRLftl) ^^Jft^bT^fflbx 
5%CO^ # — 7°C©?UJg^TTil'fti§*^ff ofeo 

ftMmVQtlsXte, L 1 2 1 0«^|sj^v^XT&3DBA/2-^^ (B 
*^^-;i/X>;M-m5ifi) £l£fflb£:o JnM»t^fflb7ct Mntegri 
n Associated Protein (IAP) ^IIS^iAbfcL 1 2 
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^#fc#bs PBS£f«b£o 

- 5X10 «{0©^j§Sf&T*<J 1 0 Btult©^PST 3 ©±13©^^^ 



SA^PBSt 50{g#f?u c©Itom#ra^^^;i^^^3fflv^fela^^^$: 

L 1 2 1 0 t. ©fp'nt^ §FACS can (^ h > • ^ ^^->V>^±M) 

(2) mrnrn-^ 

VjfifflMfcP 3 -U 1 [ Current Topi-cs in Micro-b 
15 iology and Immunology, 81, 1-7 (1978) 

3 ^ 10%ffiMi (FBS, Moregatetl) ^Mt§IM 

0 0 (¥#Mb3M±®0 CiotfS CClin. Exp. Immunol. , 4 
20 2,458-462 (1980)3 izm^Mmm&g&feo 

&mt% iif,tifei«§^ i o%fb s ^ xxfm^mm^mmmmm (b 

M-Condimed HI, ^- U >#— • ^ WW A*±SD £^trIMDM 
^*i:tlib9 efia^^^^ri/- Hz^viU 5 %CO^ >^tj-^— ^~ 

ff *C 3 7 °Cl!i§it b fe o SBtHAT 31^**5 J: mMfiJMJ &^tf 1 0 %FB 

25 s • imdm jg % utibt & » b s mmm^ £ fe 0 



5 




ct D M^J«b^©lfilvi^ 1 %B 
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(3) X^'J-->^* 

(D i;_->^ 

h F Int egr in Associated Protin(IAP) (DM 

xl 0 V^^TJfUbl^T-tSftU -€<Df£2%PLP (periodate-lysine-p 
araf ormaldehyde ) (3 J; D @^ b E L I SAffl/b-h^ibfeo -071/- h 

&s sfc8M£ i % b s a ssss £ t sist 1 0$ na f d y dp > y b N £ ^ \z. 

$5fc#^ T;i/^7 U 7t^77^- H?Tf"5^;i/bfetn;^ , '>^ I gG + A + M (H 
+ L ) (if >f ;>< y K*tSK) b^MT? 1 RtH^ > a > 

S I GM A 104 substrate ($/ ^*±M) ^SHitJS lmg/ml 
Jral/£ST?>f >Jra-^— ^>a >U tbtStt^-x'^ ^D7*l/- h • U — ^ — (Mode 
1 3550, /W^y KttSKQ T-«bfeo 

^©ISIHs 7*U 2 8 8 O9iM:iibf0fi2 0 8 9 ^^Wc 

;W K— vomJB^fitflb 1 8 7 ^x;W-^7 U-->^»feo 
fco 5&*>\ Wiatlt ^<7*IgGl£, PttMHB^bTtttrLt h CD 4 
7 irt#: (77-^>^x >}±M) &*ti*ti^ 3>ag/ml MET? 50 # 1 » b^rM 

-^7 7!J--> ? T E§t£ hW£bfc*n — %M^Z$> — pCOS 1 

CD^£«te^#Ab7cCF- l«£*fflghbTs tHntegrin A 
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ssociated Protein (IAP) ftlEg'TS C F - 1 

xcde l i s Am&ft o ;w k— ^^a^-rairi^t MAP^ 

Mzo^TISt^tfW&^ftfco dft 7 D 2 25 1 i C 8 ^^(Ch 

bt^ t h IAPh©#I9>]^EL I S AfiDBfcSSJgT!^ 1 fc^bfco 
(ill) ;W7*>j K— ^*&3S±*i©fc h IAPW5m^0EL I S 
A Tf ©#Hfr 



<Raw data> 


PBS 


ahCD47 


7D2 


11C8 






3//g/ml 






CFl-pCOSl 


0.185 


0.160 


0.189 


0.149 


CFl-hIAP-55-8 


0.192 


0.456 


0.568 


0.812 


<Subtracted> 


PBS 


ahCD47 


7D2 


11C8 






3/zg/ml 






Specific binding 


0.007 


0.296 


0.379 


0.663 



(D * ij _ - > 

-^^i;-r.> ^tr 8§t£ t^bfe^D->(:o^t, Jurkat « 
(t b TflBBSU v») MARH7 7« (t h 5. ^D-V*«fc) 

^fflOT^lWili^lrofeo Jur ka t^fflfla(i5X 1 0 3 /^x;i/T\ A 
RH7 7 SHUSH: 1 X 1 0 4 /^^;i/©«^9 6 £ h 100// 1 Tit 
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tdU 1 0 %FBS &Sts IMDM mfkis «fc £>* — y U — ~ > ^T? Pit^T ^ofe^o- 
> (8G2i5J:U'9C5) OMll^^tL^iX 5 S fe{± 10/zl f ^Dbfeo 
^(DffimZ. llC8x 7D2-E3 (7D 2®t7* • ^n-» , 13FK 
- -2F 1 2 ©4^D->^{t^JhbTii»$!J^^EI5 , 6£^b£o 

(4) a^©#t4 ' " " ~' 

CD 1 1 C 8 , 7D2-E3, 1 3 F 1 , 2F1 2©JgaLUS£ov^ >f 

"f~&;b"^K thlntegrin Associated Protein 
( I AP) temMT&CF- imUte 96 >> i^ri/- h b E L I SA7 

is— v te^mv±m(DmM±mte sovimim u ^k-mfh iTii7j^'j7t 

il^bfeo ^©^^ 11C8, 7D2-E3liIgGT*$)^ 13F1, 2F 
1 2J±I gMt$of;o 

(D ±83cD4 ^u — >©f*l 1 1 C 8 , 7 D 2 -E 3©2 ^P — >(:^^t, DN 
AcDUfmb^y d— f-^ M HJ — (FACScan ) ^F>-f^y^>V 
>*±M) T-Jurkatife HL-6 0»ffl«Ufeo Jurkat 
«^fflV>T« 1 1 C 8*5^^7 D 2 -E 3 to^Ts HL— 6 OlfflflS^fflOT 
1 1 C8l:o^«lfco 

1 2 ^7x;kt)71/ - hi3 s Jurk a t £t/H L - 6 0«^^ti^ti 
4X1 oy^x;v/2ml1;1#8U 7D2— E3^3J;t) c l 1 C 8(Dmm±M 

% 2oo// 1 temm b 2 ummm^ mfeizm b£ 0 ^itttft 8 g 2 ©tgit 

±vf^|5l^M«bfeo «§*§«r^-h J;D[IlJRb 200xg-e«^^^ h 

^ 2ml ©^70%3i^y— ;i/4 i (3 4 o c-e 60^PE§isi^bfeo &^t% M£?i^u 

lml©PBST^#^s 0. 5ml©PBSTSlSbfeo 0.5 ml 
>-7°;K3^bT 0.5ml ©RNA s e (Type I -A, Sigma, St. Lo 
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uis, MO, USA, lmg/ml in PBS) lml (D3 1> 

ft7Dfi;-7A (PI, Sigma, 100/ig/ml in PBS)?§?$ic 

^©^Jfl^ El 7-9, 10-1 lt^tit, 7D2-E3joJ:t;HC8© 
*&H±$gfcJu Jurkat 1 1 C 8 CD±g#±^{±H L - 6 0 «t^f b 

7" # h — v X £££ d b T ^ & «©it¥ £ ±# £ & d h £> tl o 

® ±IB© 1 1 C 8©igii_Usi£o^T, fc hfi^SiflStKM 1 0 2«7 

-T&to^ 2^7iJl/©Lab-Tek Chamber Slide 
^ ?y>7 ^ > ^ - t ^ 3 t: K M 1 0 2 b s u b - c o 

nfluent co^MizL, Z(D±.lz 1x10 6 fia©HL— 6 0*fflflS£JMb^ 
1 B*S*U ^O^ScS UTl^^H L — 6 0 b|5]B#{-JiHBO^*± 

vi %mmm&-£ io%t^^x^ izmm b 2 0 frost b £ 0 1 

0 %*;i/vy >T?@>£U TUNELS (ApopTag Plus (Onco 
r*±10 ) (-.J; >^££BdbTMSHL— 6 OIMtHllfeo ^© 

ei i 2 , 13 ic^-r^fz 1 1 c 8 (Dmm±.m~e^ nmoit hap^ 
v>shl— 6 o^^iSt^JiinbT^acih^iM^^nfeo 

( 5 ) tfifacDWM 

■9 I g G £B£-T % 7 D 2-E 3 £££5 1 1 C 8 P — >©lfflj»£. ^ 
M^'j7^>^llTU;BALB/c/AnNCrjYW (c?, B 
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m -emmis, pbs (vji^y^tm) xw&x usd s-pagecj; d ^ > 

KCDMS^ffofco Ell 4(c^-rcr^< N ^p D pOv">^ IgG (ii^Mtm) 

■^MmtLxmmtm^no t, 7D2-E 3*5<tt>*i 1 c8©^d->©i g 

±I3©^Jfil^Jt3j3V>T{^ iSftMEnJSCfc bT> MIBt Mntegrin As 
sociated Protein (I AP) £»|-r&L 1 2 1 0«£^ffl 
bfe©^ov>T^bfe^ ffe©t h IAPMfS*fe§^{ih MA 

^f%^(D=^J V n— 1- )\siKt&<Dijit- hlntegrin Associate 
d Protein (IAP) ^MlWSA^r'J F-7(t DBA^>) 

mmm^m (u*m$iffi,m-o<\£i$i&iTB i#3^) k n 1997^9^1 

1 JnlAPirtft: (7>>XM7*'J h'-T 1 1 C8-F8 (11 C8©t7 
7D-» , MABL - 1 h^bfe) s ^f5#-^FERM BP— 6 100 s 
mi AFifO^ ( x-r^/W y>; K— V 7D2-E3 (7D2©^7*7D-» s 
MABL-2^bfc) s gfES^FERM-BP- 6 1 0 1 hbTSP^lt 
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HWJ2 (MABL-L MAB L - 2iri^©f-^^ ^^r^) 
±Tt#5>tlfcMAB L- 1, &£TfMABL-2tfitti(D-y-y°? c 7X%mfe-fZ> 
- g#J-£s lOOng/ml tlSlbfeMAB L — 1 N *5 ££>*M AB L - 2 fcift: 500// 1 
ISOTYPING KIT(STRATAGENE #®0 ^Xtf y h bfc £ d 5^ MAB L - 1 
GK A:-e$)»9s MABL-2ttIgG2a, tc^^Z. hm%t>1?htz^tzo 

mmm 3 ( t h 1 a p &#ggi-r s t h miibi) 

IAP©«7U-^ h iJ-TfMbfe 0 thIAPtt 
CD 4 7 tm—t%z.t>tlX\,^Z>Zb-fct>(Mochem. J. ,304, 525-530,1994), 



±IB©ia#:^ltmtffllA^o »tbt(l JurkatlE HL-60*ffl 
K 5 6 2IR ARH7 7IR Raj i» CMK«§ffl^L • 
2xl0 5 /t>7jl/J:U J/tCD 4 7 in^Sl^iSJ^-e 5 jug Ml T»« 
>Jf^- h U -?Mn;»&F I T Cflfibfej/iV^ I gGfcift: h 

G l£v& (If-f p< ry h*±M) £^fflbfco 7 D— ^ h * h U -©fgmfc^ Ell 

5 (HL-6 0) RZ$mi 6 (Jurkat ) lz?f^ti, ^-fft(D|fflJ»& I A 

(in vitrot'CD7^F-i/xai) 
(1) b h I AP&fcfc^AbfcL 1 2 1 0«, Jurkatm HL- 

6 omm^m^\ mabl- u^^'mab l- 2^©t^ h— ^xmmi^m 

4Annexin-V (^— U T WW AttM) J; »? f&fj b o Ann 
ex in-V(cJ;l.»fJr®ISI§S 17-2 2 fc^ti^i^bfco ££-£ElcD,£ 
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mwA^sm^T-o ifm&ttmtisX'Wx igG (if>M *> y#m) , ma 

BL - li5J:rf'MABL-2^ 10/zg/ml TiM U t h I A P ^Ife?iA b 
fe L 1 2 1 0 «Ttts 4x10 3 fEI©«-e 7 2 ^f^ N J urkat 
6x10 4 f@©«-e4 8t^P B ^ >dri^— h bfci^ Annexin-Vti 
D^/fbfeo ^©^s Hll 7-2 2^-fM^K «?E^»^nfeo i'fcf 
HL-60«it MABL-lS10^g/mlt?ffflU 1 x 1 0 5 f@©« 
TAnnex-ViaDilfU |5j^^«^E^«) ^tifeo 
(2) F abfbbfeMAB L- 2in#:^o^Ts tMAP«mtfeL 
1 2 1 0 h-^^IMSMUfec -r&£)l3, t M AP 
^MB^mX^rcL 1 2 1 0»4x 1 0 3 f@Tig§iU tftffcfci F a Mb b 
MAB L- 2 38&Tf J £<DMmt. bT v>>^ IgG^lO //g/ml aS^ffl U 
7 2^>*a^-Mfe^ Annexin-V«lfeo ^©^fc^ 
^bV^IS^E^ft^nfc (023, 132 4) o MAB L- 2trt#:©F abftlt 
W;VH> (tTT^ttM) T*#Hb bMMb£&©£fllI&J3{itbfco Fabft 
b^MABL- 2tri#:(3-^^T{±, ^© S D S«M^c»Jt-<t tJffllSfKbfe (13 2 
5) o 

^Jte#l 5 ( i n vivo X*<D7# h— ^©t&St) 
(1) MALB — ljoJ: IFM A L B — 2 (Whole IgG) ^jj 

t h i AP^i§JE-rsKPMM2« (t h ^xd- -^rnrnm SSCID7>i7 

^(3^*tb> WM8k 1 0 BICMAB L- 1 iJi^MAB L- 2 (Whole IgG) 
&^ti^H5 //g/head, 5 0 /zg/head ( n = 5 ) £#mitMl*]&^ bs KPM 
M2fttt2 8 Bgtcifil^ I gG*IS£E L I SAttlSbfe^ Yft£=b£ 
£^5tfI£txfco ^^^^#^P B 1(30l>T^t^b^o MABL- 
l*J:t>"MABL-2^MfibfeS¥T-tt^ ifo^fc h I g GitetCOV^TttRlP* 

«j # s m e> n^m^ m * ^ b fe (130) o $ ^> c ^#»ara * 0* l fe 

at&totPZ (02 6) o 
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(2) MALB- 143££>*MALB-2 (F (ab' ) 2) izX.^WMi 
MALB-l*J;t>'MALB-2 $riVf£^7* S/ >fc «t <9 $Hb b7*Dr^>Ai:J: 
<9*fM (bT^ttM) bfcF (ab' ) 2 4fflK Fcli^bfeWlffi 
ffl^^bfc^fliS^m^ftbfeo t*&fc>^ tMAPSWSKPMM 
2« (tKxp-?|)gt) §SCID?^7MU F (ab' ) 27b 
bfcMAB L — l^OTABL- 2© 1 0 0 /^g/head ^#S¥l?(i, ^ffif£ 6 
01, 10 Bits 1 0^J:^3 0/zg/head^S¥-e(i^-¥fS6. 8, 10B 
BfcjMftiS^U ifll^I gG^iS^^TO3 OBitELI SACTKbfe 

(02 7) o S&fcs 4Mto^t*#ftt9 OB^tlMbfeo 
M AB L — 1 *5J;r/MAB L - 2 Siil/fe^t^ Hfr^h h I gGtftKfc:-^ 

ISbfeoJ:^^^ (028) o &:fc\ F (ab' ) 2'fbbfeMABL — 1 irC 
ffc, MMABL- 2^CDSD S«m*fci!j^Jl£EI 2 9 t^-To 

^^E^©^^ # n— ^l/tn/ffcldu bhlntegrin Associate 
d Protein^MitWtfe^ hMntegrin A 
ssociated Protei nStt %M&faWMRNfafc.7i£ h — S^SSI 
g&^TtfiMUfo&o fot^ hMntegrin Associated 
Protei n^iS^JlIIt^liift^ bt^ dti?>£»Js 

* v> t w ffl & ^ * i: b -r u ^# s % © *e » s o 
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1. Integrin Associated Protein (IAP) S 
m^^M^^WLWm^T-^ h— i/X (apoptosis) &m&-? 3^ J 9 D 

2 . Integrin Associated Protein (IAP) & 

m-f^M^m^mm^'r^Y—^Ts (apoptosis) ^mfe-tz^jzu 
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ib n m 

SEQUENCE LISTING 
<110>CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120>Monoclonal antibody inducing apoptosis 

<130>CGS98-03PCT 

<160>2 

<210>1 

<211>26 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>PCR primer 
<400>1 

GCAAGCTTAT GTGGCCCCTG GTAGCG 26 

<210>2 

<211>26 

<212>DNA 
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<213>Artif icial Sequence 
<220> 

5 <230>PCR primer 
<400>2 

GCGGCCGCTC AGTTATTCCT AGGAGG 26 
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